. The presence of CSQ2 in cardiac SR microsomes. Cardiac SR microsome proteins (17 µg) were separated on 10% SDS-PAGE gel. Proteins were then transferred to a nitrocellulose membrane (GE Healthcare) by blotting gel for 1.5 h at 100 V at 4°C. The membrane was subsequently blocked overnight at 4°C in 3% BSA mixed with phosphate-buffered saline (PBS-T) containing (in mM): 3 KH 2 PO 4 , 10 Na 2 HPO 4 , 150 NaCl, and 0.1% Tween 20, pH 7.4. After blocking for 2 h in PBS-T-containing antibody against CSQ (PA1-913; Thermo Fisher Scientific), the binding sites of the primary antibody were revealed by a secondary goat anti-rabbit antibody conjugated to horseradish peroxidase (Promega). Primary (1:10,000) and secondary (1:2,500) antibodies were diluted in PBS-T. After washing four times for 10 min, protein-antibody reaction was detected colorimetrically using TMB-stabilized substrate for horseradish peroxidase (Promega). The color development was stopped by rinses with distilled water. After drying, the blot was scanned and analyzed. The position of molecular weight markers is shown next to line 1. Band corresponding to 55-kD molecular weight was identified as CSQ2 (line 3). As a negative control, in line 2 no sample was loaded. ] at a distance r from the channel pore for 1, 8, 26 and 53 mM [Ca 2+ ] L , calculated using Eq. 4. Parameters for calculation were taken from Stern (1992. Cell Calcium. 13:183-192 
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